Background: Label-free quantitation of mass spectrometric data is one of the simplest and least expensive methods for differential expression profiling of proteins and metabolites. The need for high accuracy and performance computational label-free quantitation methods is still high in the biomarker and drug discovery research field. However, recent most advanced types of LC-MS generate huge amounts of analytical data with high scan speed, high accuracy and resolution, which is often impossible to interpret manually. Moreover, there are still issues to be improved for recent label-free methods, such as how to reduce false positive/negatives of the candidate peaks, how to expand scalability and how to enhance and automate data processing. AB3D (A simple label-free quantitation algorithm for Biomarker Discovery in Diagnostics and Drug discovery using LC-MS) has addressed these issues and has the capability to perform label-free quantitation using MS1 for proteomics study. Results: We developed an algorithm called AB3D, a label free peak detection and quantitative algorithm using MS1 spectral data. To test our algorithm, practical applications of AB3D for LC-MS data sets were evaluated using 3 datasets. Comparisons were then carried out between widely used software tools such as MZmine 2, MSight, SuperHirn, OpenMS and our algorithm AB3D, using the same LC-MS datasets. All quantitative results were confirmed manually, and we found that AB3D could properly identify and quantify known peptides with fewer false positives and false negatives compared to four other existing software tools using either the standard peptide mixture or the real complex biological samples of Bartonella quintana (strain JK31). Moreover, AB3D showed the best reliability by comparing the variability between two technical replicates using a complex peptide mixture of HeLa and BSA samples. For performance, the AB3D algorithm is about 1.2 -15 times faster than the four other existing software tools. Conclusions: AB3D is a simple and fast algorithm for label-free quantitation using MS1 mass spectrometry data for large scale LC-MS data analysis with higher true positive and reasonable false positive rates. Furthermore, AB3D demonstrated the best reproducibility and is about 1.2-15 times faster than those of existing 4 software tools.
disadvantages of requiring expensive reagents and time-consuming preparation of standards in practical experiments. The former approach offers simplicity and easy experimental design with relatively low cost, but there remain many challenges related to bioinformatics, e.g., to increase true positives, to decrease false positives, to improve analysis performance for large scale data sets and to increase reliability by normalization of data. Meanwhile, proteomics data sets have become bigger and more complex in the last decade due to the increased sensitivity, resolution and throughput of LC-MS, thus to improve automated large-scale data handling is another challenge. In particular, it is also important to note that only 10-50% of spectra generated from LC-MS/MS have been correctly assigned for the identification in proteomics field [7] ; this means that about half of the spectra, which were filtered during the identification process, may sometimes play important biological roles such as known and/or unknown post translational modifications. Therefore, label-free quantitation is a reliable, versatile and cost-effective method in the biomarker discovery field. To date, there are two major subapproaches reported in label-free quantitation proteomics, i.e., 1) spectral counting based quantitation; 2) spectra intensity based quantitation. In this paper we will mainly focus on the latter one. Several label-free quantitative algorithms/tools are available for proteomics based on LC-MS data [8] [9] [10] . However, one of the current challenges is to develop a highly reliable and flexible LC-MS based quantitation method for large scale biomarker discovery. There are also only a few software tools which allow us to customize and/or add newly developed algorithms as plug-ins. Moreover, in most cases, existing algorithms were developed for only specific purposes, thus there are quite a few papers to date which compared different aspects of existing algorithms using the same data set. Here, we present a simple algorithm, which we call AB3D, which allows peak picking, isotope cluster recognition and quantitation using MS1 data with high reliability and with a sophisticated graphical user interface for verification using the universal mass spectrometry data visualization and analysis tool Mass++ [11] , in addition to comparing different types of existing label-free quantitation algorithm.
Algorithm

Data processing
In our laboratory, usually over a hundred megabyte raw data is generated per run by the most advanced LC-MS, thus it is important to considering high speed computational methods for data processing and spectra manipulation. In addition, to adapt the same algorithm for all the different types of mass spectrometry data format, it is useful to have a universal text format for internal pre-processing. AB3D first roughly picks all local maxima whose intensity is larger than a given threshold (for example, default 10000 for Orbitrap and 100 for QSTAR XL positive mode) as candidate peaks from the entire spectrum and then stores all the candidate peaks data into the memory, which consists of 3-dimensional mass spectrometry data, i.e., m/z, intensity and their corresponding retention time. Alternatively, all candidate peaks can be generated through an API (Application Programming Interface) which is provided from different mass spectrometry vendors such as MSFileReader (Thermo Fisher Scientific) and LCMSsolution(Shimadzu). AB3D generates extracted ion chromatograms (XICs) for all candidate peaks in the following steps ( Figure 1 ); 1) Select the highest intensity peak A (target peak) among all the candidate peaks, then seek all the possible neighbour peaks within the range of m/z and retention time. If no neighbour peaks were found, then skip the second and third steps and move to the next highest intensity peak. 2) Determine the start data point B and end data point C m/z values for a XIC within a given m/z tolerance window. 3) Generate the XIC based on the ranges of m/z and retention time determined in step 2, and then the target peak and all its neighbour peaks will be removed from the candidate peaks.
XIC Peak detection and quantitation
In shotgun proteomics, many peaks may be buried in background noise and the complexity of the data is very high, therefore, it is difficult to assign all peaks. In addition, when samples are of very high complexity and the intensity of each peak is quite low, it was difficult to define the baseline in many cases. Thus, XIC peak detection is another challenge for performing highly reliable quantitative analysis. To address this, we have developed a novel mass chromatogram peak detection algorithm, in which we combine the local minimum and the weighted average peak detection algorithm to extract and compare peaks from highly complex data. Figure 2 shows the principle of our XIC peak detection algorithm. First, a point of highest intensity (apex A in Figure 2a ) is found using a local maximum algorithm. Secondly, a check point at a given percentage (default 50%) of the peak height of the apex is used to discriminate the peak from noise, i.e., a horizontal line is drawn at the 50% height position along the RT axis, and if the line has two crossing points with the peak candidate, then the apex can be considered as a peak top. For calculating the peak area value, the start and the end points of the peak have to be determined, so next the lowest left and right points were found below the given percentage height position by using a local minimum algorithm, and these are considered to be the start (B in Figure 2a ) and the end (C in Figure 2a ) points, respectively. Finally, the peak area value can be calculated using these points, i.e., the start, apex, and end points. This algorithm is useful for analysis of complex samples, because the percentage from the peak top can be changed as required for particular experiments (Figure 2b) ; usually a higher percentage is used to detect the individual components of a complex XIC (like simple deconvolution) and a lower percentage is used to detect the intact complex XIC.
XIC Peak filtering
In general, there are considerable pseudo-peaks originating from electronic and/or chemical noise for mass spectrometry-based quantitation [12] , therefore, reduction of the noise peaks is another challenge for label-free quantitation. We have evaluated a large number of biological samples for optimizing a proper method of signal to noise ratio (S/N ratio) calculation and some useful filters for reducing false positive rate as follows.
S/N ratio:
if n is odd:
A ; if n is even:
where n is the total number of candidate peaks, I is the intensity value sorted in descending order as I 1 , I 2 , … I n . P baseline is the baseline and P noise is the noise level, respectively. As shown in formulas 1 and 2, the median value of intensities (I 1 to I n ) is used as the baseline and standard deviation is used as the noise level in AB3D.
Other major noise filters and isotopic clustering:
1) FWHM: full width at half maximum (FWHM) is well known as a noise reduction filter for spectra manipulation, it is also useful for reducing chemical and/or electrical noise for XIC peaks. The FWHM (default 0.05 min) can be adjusted according to the experimental condition and the instrument type. 2) Peak undulation: some ugly and bumpy XIC peak shapes might be generated due to insufficient data acquiring points, over loading of samples, low-spray status, and influence of overlapped other large peaks, we have focused on the number of up-downs within a XIC peak(we defined this as the peak undulation) and after processing and analysing over hundreds of biological samples, we found that peak undulation is one of the useful factors to reduce false positive peaks in most cases, the more numbers of peak undulation the lower data quality of XIC. Therefore we employed the peak undulation filter in AB3D as an adjustable parameter (default 3). 3) Number of spectra (data points) for each XIC peak: generally, XIC is constructed from multiple mass spectra and the number of spectra for each XIC peak can be considered as a factor to evaluate the quality of XIC peaks; a too small number of spectra for a XIC can be considered as a lack of confidence for advanced quantitation and identification, thus the number of spectra of the XIC filter is pre-set in AB3D. 4) Isotopic clustering: AB3D processes all sorted candidate peaks in descending order, first selects most intense peak as a target peak, then a m/z (1/ charge) moving window is stepped backward and forward the target peak along m/z axis. If there is a peak signal within the moving window and the m/z tolerance, then the peak will be assigned as a member of an isotopic cluster and move to next, when there is no peak within the moving window and the m/z tolerance, the isotopic cluster is finally formed and a monoisotopic peak will be determined by using reported pattern matching method [13] . In order to address the overlapped peaks and the isotopic clusters, only the monoisotopic peak was removed from the candidate peaks before moving to the next target peak. The program ends when all the candidate peaks were assigned. In addition, one feature of our quantitative algorithm is that it has the ability to deal with highly complex proteomics data by merging ions that originate from the same molecule, even though they have different charge states and isotopes.
Results and discussion
To evaluate the performance of the AB3D algorithm, comparison analyses were carried out by focusing on three aspects, i.e., 1) to evaluate the false positives and false negatives; 2) to evaluate the reliability of quantitation results; 3) to evaluate the execution time for each algorithm. While target software for comparison, were carefully selected using the following criteria, which have a similar concept as AB3D; 1) label-free quantitation using MS1; 2) widely used and freely available; 3) run on Windows OS, therefore, MZmine 2 [14] , MSight [15] , SuperHirn [16] and OpenMS [17] were chosen finally for comparison in this study. MZmine 2 is Java-based label-free software package using MS1 data for quantitation and has capabilities for GUI and batch based multiruns. MSight is a peak detection algorithm based on methodology for handling and analysing two dimensional gel image data. SuperHirn is a C++ program with capabilities for alignment of all LC-MS runs as well as peak picking and quantitation. OpenMS is a C++ library based open source software which provides functionalities for handling and analysing proteomics data. All the software packages (MZmine 2, MSight, SuperHirn and OpenMS) were downloaded from their recommended site and run locally.
Peak detection results comparison
To assess the performance of AB3D and the previous algorithms, two data sets which acquired from different types of instruments, were prepared (data set 1 and data set 2). For data set 1, we conducted a LC-MS experiment using a standard peptide mixture consisting of BSA peptides with different concentrations and peptides derived from four standard proteins such as beta
The principle of the AB3D XIC peak detection algorithm.
For local maximum peaks A and D, B-A-C and C-D-C' were picked as two candidate peaks when a horizontal line was drawn at 50% of the highest intensity (a), while B-A-C' were picked as one candidate XIC peak when a horizontal lines was drawn at 30% of the top intensity (b).
galactosidase, phosphorylase b, myoglobin and cytochrome c with the same concentration (see details in the Method section). The mass spectra were collected using LTQ-orbitrap (Thermo Fisher Scientific) mass spectrometer and four technical replicates of prepared samples were conducted for each BSA peptide concentration and all acquired raw MS1 and MS/MS data were input into all the peak detection algorithms (AB3D, MZmine 2, MSight, SuperHirn and OpenMS) to produce peak lists for each peptide spectrum. Peaks identified as peptides of BSA or four standard proteins by either Mascot [18] or X! Tandem [19] from multiple samples and with higher peptide scores (>25) for Mascot and the expectation value <0.1 for X!Tandem, were set as true positive (TP). Peaks which were not identified as peptides from known BSA or the other four standard proteins were considered as false positive (FP) in this study. Parameter settings for each software package are provided in Additional file 1. All identification results using Mascot and X!Tandem and features detected by each of all five algorithms are provided in Additional file 2 and Additional file 3, respectively. Furthermore, to examine our algorithm can adapt for other instruments as well, a real biological dataset was obtained from the PRIDE database [20] as data set 2, in which Fabietti et al reported an extensive shotgun proteomic analysis of Bartonella quintana, and the mass spectra were acquired using QSTAR XL (AB Sciex) for Oklahoma and JK31 strains [21] . We used JK31 stain raw data which contains 5 fractionations and 3 replicates for each fractionation in total 14 raw files (one missing replicate in fraction 4). All identification results were obtained from supporting information provided at the publisher's web-site (see details in the Methods section), and the peptides/proteins identified in the literature were set as TP in our study. Raw (.wiff ) data was converted to mzXML format files by using proteoWizard [22] , then the peak lists were produced using AB3D, MZMine 2, MSight, SuperHirn and OpenMS algorithms, respectively. Parameter tuning was conducted 9-26 times for each algorithm and the best result was used for comparison finally. The different times of parameter tuning are due to the different number of parameters for each algorithm. We focused on the critical parameters, and tuned as many patterns as possible for each algorithm. The tuning parameters for each algorithm are provided in Additional file 4. Table 1 summarises peak picking results generated by each software package for BSA standard peptide concentrations from 96 amol to 300 fmol with mixed standard peptides from four proteins. The details about peptide identification and parameters for all peak lists generated by the five algorithms using data set 1 are described in Methods. Similarly, Table 2 shows peak picking results produced by each algorithm for data set 2. Results shown in Tables 1 and 2, demonstrate that AB3D has the least number of total generated peaks but has relatively higher TP while keeping lower FP comparing with the other four existing algorithms for data sets 1 and 2. The total numbers of unique peptides identified from all replicates were also listed for each data set; clearly AB3D has the distinction of relatively higher numbers of TP while keeping reasonable false positives compared with other software algorithms. Furthermore, TP and FP rates of the unique peptides were calculated (formulas 4 and 5) from each peak list and scatter plots were obtained for comparison.
where TPR is the TP rate, FPR is the FP rate, x is the number of unique peaks identified as known peptides from all replicates for data set 1 and 2, t is the total number of unique peptides identified as from BSA and the four standard proteins for data set 1 (t =293, Table 3 ) or the total number of identified unique peptides in each fraction for data set 2. y is the number of peaks detected for each individual MS data file and z is the average peaks detected from each concentration of data set 1 and each fraction of data set 2, respectively. Figure 3 (a) to (f ) illustrate scatter plots of TPR against FPR of the unique known peptides shown in Table 1 for BSA standard peptide concentrations from 96 amol to 300 fmol with mixed standard peptides from four proteins. Similarly, Figure 4 (a) to (e) shows the scatter plots of TPR against FPR of the unique peptides shown in Table 2 for data set 2.
In general for a ROC plot, the closer to the top left the better for performance, by comparing the known unique peptides shown in Figure 3 (a) to (f ), AB3D has a better balance of TPR and FPR, i.e., AB3D is mostly located on the upper left, shows the higher true positive rate while keeping lower false positive rate in all BSA peptide concentrations. Figure 4 shows similar results as those shown in Figure 3 even for the real complex biological samples (data set 2), which demonstrated that AB3D has the better performance for label-free quantitation using mass spectrometry data.
Quantitation and performance comparison
To test the quantitative accuracy of AB3D, correlation analysis was carried out by plotting peak area vs BSA peptide concentration for 8 identified BSA peptides which have no or fewer missing peak area values for all BSA peptide concentrations (data set 1) from 96 amol to 300 fmol and the results shown in Figure 5 (a) to (e). Overall the results indicated that there are good positive correlations between quantitative value (peak area) and BSA peptide concentrations for all 5 algorithms, while AB3D and SuperHirn show better linearity than the others from low to high BSA concentrations. Some peptides showed less linearity at low concentration ranges, which was considered to be due to peptide adsorption on the sample plate. Furthermore, to assess reliability of AB3D and the other algorithms in their practical case for differential analysis, mixture samples consisting of peptides prepared from HeLa cells and BSA standard peptides with concentration of 96 amol, were prepared as a third data set (data set 3) for this study. The differences of peak picking and quantitative results for two technical replicates were then evaluated by the scatter and Bland-Altman plot [23] (Figures 6 and 7) . In Figures 6  and 7 , peak area values were used for AB3D, MZmine 2 and MSight, volume values were used for SuperHirn and intensity values were used for OpenMS, which does not provide area values. Parameters and detected features (RT and m/z) using data set 3 for each software package are provided in Additional file 1 and Additional file 5, respectively. Moreover, after analysing RT drift of BSA peptides between two replicates, peak matching tolerances for m/z and RT between two replicates are set as 0.01 Da and 0.2 min, respectively. In general, for Figure 6 , the closer to the y = x line the better reproducibility for each algorithm. As shown in Figure 6 , AB3D showed the smallest range of 2SD and the best correlation between two replicates with a correlation coefficient of R 2 = 0.97 comparing with the other four algorithms. The corresponding Bland-Altman plots for Figure 6 were produced as shown in Figure 7 , where the mean value is represented as a percentage of average difference, the range of 2SD is represented as the ability to reduce the ambiguous results and peaks located outside of 2SD (called outliers hereafter) considered as there are significant differences between two replicates, respectively. As shown in Figure 7 , clearly the AB3D algorithm has the smallest range of 2SD with a value of 17.86%, and the smallest outliers with a value of 3.7% comparing with the other four algorithms. These results demonstrated that AB3D has a higher potential to reduce the false positive peaks and find the true changed analytes in differential analysis even using complex biological samples.
To evaluate the computational performance of the AB3D algorithm, execution time analysis was conducted for comparison. All five algorithms used the same raw files (data set 1) and computer in the same conditions, execution times for each algorithm were measured from data input to finishing peak detection and their corresponding quantitative values; note the MS data format conversion time was not included in the measured time. For a LC-MS file, triplicate measurements were carried Total  TP  FP  Total  TP  FP  Total  TP  FP  Total  TP  FP  Total  TP  FP   FK1  1  496  197  299  529  155  374  328  147  181  760  105  655  500  195  305   2  498  193  305  469  148  321  365  172  193  739  112  627  447  190  257   3  490  211  279  503  150  353  379  178  201  808  127  681  484  205  279   UKP  279  231  234  209 Values in individual rows for each fraction represent the individual numbers of identified peptides from 3 replicates. In fraction 4, results for two replicates were presented because there was one missing replicate. Values in UKP rows represent the total numbers of unique known peptides identified from 2-3 replicates. TP and FP represent true positive and false positive, respectively. out and the average execution values for each algorithm were used for comparison. Since SuperHirn only accept mzXML format, therefore we performed execution time comparison by using mzXML files firstly although currently the recommended standard format is mzML; however, if the software can also handle raw format, execution times for raw input files were also measured and listed up for comparison, and we selected the best one for software which has more than two executing time values for final evaluation. Figure 8 shows the results for these five algorithms, and it demonstrates that the execution time for AB3D is about 1.2 to 15 times faster compared with MZmine 2, MSight, SuperHirn and OpenMS. This is one of the motivations for using AB3D to save the computational time and to allow research efficiently handling bigger and complex data sets due to either the increased sensitivity, resolution, throughput of LC-MS or the increase of biological sample numbers. AB3D is a 2D based peak picking algorithm and faithfully detects 2D peaks from largest to smallest in descending order. Moreover, the plug-in style development and the fewer model fitting approaches are the other major features that need to be highlighted. In contrast, MZMine 2, OpenMS are using different types of models for fitting the peaks and MSight generates images from the raw data file for adapting the image-based peak detection, which would be possible reasons for relatively expensive computational tasks. SuperHirn uses fewer model fitting algorithms but only accept mzXML format. Recently, MaxQuant [24] algorithm was developed by using 3D features, and it was reported as a more effective way of peak picking but it was optimized for Orbitrap and mainly focusing on SILAC based quantitation although it has label-free functionality also, therefore MaxQuant was not used as a benchmark candidate in this study.
In general, the more functionality the more complicated the software operation, in AB3D, only 3 steps are needed to perform peak detection and quantitation, i.e., 1) read MS file; 2) optimize AB3D parameters using a heatmap; and 3) process peak detection and quantitation. These results demonstrated that AB3D has the capability for large scale biomarker discovery with high performance and accuracy and as examples, Mass++/AB3D algorithms were successfully applied in real biomarker researches [25, 26] . . The same datasets (data set 1) were used to generate peak lists from those five algorithms. FPR for unique known peptides are calculated using the average of each replicate FPR.
Conclusions
A simple and faster quantitative algorithm called AB3D for large-scale data analysis has been developed as a plug-in for Mass++. The comparison analysis demonstrated that AB3D could properly identify and quantify known peptides with higher true positives and lower false positives comparing with the 4 other previously existing software tools using either the standard peptide mixture or the real complex biological samples of Bartonella quintana (strain JK31). Furthermore, AB3D demonstrated the best reliability by comparing the variability between two technical replicates using a complex peptide mixture of HeLa and BSA biological samples. For performance, the AB3D algorithm is about 1.2-15 times faster than those of existing 4 software tools such as MZmine 2, MSight, SuperHirn and OpenMS. AB3D is very easy to operate with only 3 clicks. In summary, AB3D makes it easier to analyse a large amount of MS data sets with high performance, and provides more reliable information for researchers.
Currently, AB3D is implemented as one of the quantitation plug-ins in Mass++, which is universal free software for mass spectrometric data (available at http:// www.first-ms3d.jp/english/). As one of the plug-ins in Mass++, the source code for AB3D is not publicly opened in accordance to the policy of the Mass++ software.
Finally, the authors want to emphasize here that to carry out large scale biological data analysis, sophisticated chromatographic alignment algorithms which were reported and/or to be newly developed are also another key point, currently AB3D employs the chromatographic alignment algorithms developed in the Mass++ software for large scale analysis, other types of chromatographic alignment algorithms will be integrated in future work. To test our algorithm can adapt for the real experiment data, a complex biological data set (data set 2) was obtained from the PRIDE database (http://www. ebi.ac.uk/pride/archive/projects/PXD000076). The data set identifier is PXD000076 in the PRIDE database, and the identification results (pmic7388-sup-0001-S1. zip) for data set 2 were obtained from the publisher's web site (http://onlinelibrary.wiley.com/doi/10.1002/ pmic.201200165/suppinfo/). The m/z and RT information for each identified peptide were obtained from the .dat files and peptide information of the identification results in the literature, and then comparisons were carried out between peaks detected using the five algorithms and the values reported in the literature. The m/z and the RT tolerance were set to 100 ppm and 1 minute, respectively. If the m/z and RT values of detected peaks matched the corresponding values reported in the literature within the m/z and RT tolerance, we set the detected peak to TP for all five algorithms. Data set 3:
Methods
Sample preparations and mass spectrometric analysis
To assess the reliability of each algorithm with complex peptide samples, HeLa cell proteins digested peptides were prepared by phase transfer surfactants (PTS) method following the previous article [27] . Peptides derived from 75 ng of HeLa cell proteins were mixed with 96 amol of BSA digestion standard and measured by LC-MS under the same conditions as described in Data set 1 earlier. The standard peptides of BSA were utilized for estimation of retention time drift between two replicates and conditions (protein database, precursor and MS/MS tolerances, enzyme, missed cleavages) for BSA standard peptides identification are the same as described in the next section for data set 1.
Peptide and protein identification for data set 1
The data acquired from LC-MS were searched using Mascot (Matrix Science) and X!Tandem (The Global Proteome Machine Organization) against an in-house built local database consisting of BSA and four standard proteins (beta galactosidase, phosphorylase b, myoglobin and cytochrome c), sequences for each standard protein in the local database were downloaded from UniProt (release 2014_03). The precursor ion mass tolerance was set at ±10 ppm, the MS/MS tolerance was set at ±0.8 Da, the False discovery rate (FDR) was set to <0.05 by decoy search and trypsin was designated as the proteolytic enzyme with 2 missed cleavages. To identify as many peptides as possible with considering different types of post-translational modifications(PTMs), we conducted MS/MS searches against five protein database with consideration in total of 119 and 132 PTMs for Mascot and X!Tandem, respectively. The details about PTMs were provided in Additional file 2. Identified peptides were obtained from the BSA digested standard and the other four digested protein standards such as beta galactosidase, phosphorylase b, myoglobin and cytochrome c peptides. The criteria for identified peptides were as follows: if a peptide score larger than 25 for Mascot or the expectation value <0.1 for X!Tandem and identified from multiple samples for all BSA peptide concentrations, then the peptide was defined as TP in this study. Finally, the numbers of identified peptides for BSA, beta galactosidase, phosphorylase b, myoglobin and cytochrome c peptides were 210, 50, 34, 11 and 11 respectively. In sample1 (peak area/intensity) Sample 2 (pealk area/ intensity) R² = -0.251 n=2,694
1.E+01 addition, the sequence coverage of these peptides for BSA, beta galactosidase, phosphorylase b, myoglobin and cytochrome c were 87.15%, 34.8%, 32.3%, 50.98%, and 60.58% , respectively (Table 3) .
Software comparison
Parameter settings for all software including a simple operational procedure for AB3D/Mass++, are provided in Additional file 1 and Additional file 4 for data sets 1 and 2, respectively.
